i 

,<4 



(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(19) World Intellectual Property Organization 
International Bureau 




iiiioiniinioMiiiiiiiiiiiiBii 



(43) International Publication Date (10) International Publication Number 

7 March 2002 (07.03,2002) PCT WO 02/017898 A3 

(51) International Patent Classification 7 : A61K45/06, (81) Designated States (national}: AE, AG, AL, AM, AT. AU, 
38/04* 31/375, A61P 9/08 // (A61K 45/06, 3 1:375) ( A61K AZ, BA, BB, BG, BR, BY, BZ, CA, Oi CN, CO, CR, CU, 

38/04. 31:375) (A61K 31/375, 31:22) (A61K31/375, CZ, DE, DK, DM, DZ, EC EE, ES, FL GB, GD, GE, GH. 

31:195) GM,HR,HU,ID.IUIN,IS,JP.KEKG,KP,KR,KZ,LC 

LK, LR. LS, LT, LU, LV. MA, MD, MG. MK, MN, MW, 

<2i)Inte^ PCT/US01/26983 

(22) International Filing Date: 29 August 2001 (29.08.2001) (g4) ^ignittA States (regional): ARIPO patent (GH, GM, 

KE LS, MW, MZ. SD. SL. SZ, TZ, UG, ZW), Eurasian 



(25) Filing Language: English patent (AM. AZ, BY, KG, KZ. MD, RU, TJ. TM), European 

patent (AX BE, CH. CY, DE, DK. ES, FL FR. GB, GR, IE, 

(26) Publication Language: EngHsh IT, LU, MC, NL, PT. SE, TO), OAPI patent (BE BJ, CF, 

CG, CL CM, GA. GN, GQ, GW, ML, MR, NE, SN, TD, 
TG). 

(30) Priority Data: 

09/653,887 1 September 2000 (01.09.2000) US m 

Published: 

— with international search report 
j (71) Applicant and — before the expiration of the time limit for amending the 

j (72) Inventor. SACKS, Meir, S. [US/US]; 5446 Guarinp Road, chims Qnd fo ^ npublished in tne w „, of receipt of 

j Pittsburgh. PA 15217 (US). amendments 

\ (72) Inventor: VAN DYKE, Knox; 106 Morgan Drive, Mor- (88) Date of publication of the international search report: 
j gantown. WV 26505 (US). 4July2002 

I (74) Agent: TOWNER, Alan, G.; Pietragallo. Bosick & Got- For two-letter codes and other abbreviations, refer to the "Guid- 
z don. One Oxford Centre, 38th Floor, 301 Grant Street, ance Notes on Codes and Abbreviations'' appearing at t/te begin* 
\ Pittsburgh, PA 15219 (US). ning of each regular issue of the PCT Cazette. 



< 

QQ i 

§q (54) Title: COMPOSITIONS AND METHODS FOR INDUCING VASORELAXATION 

^ (57) Abstract: A composition comprising one or more nitric oxide donors and an antioxidant is disclosed. The nitric oxide donor 
^ of the present invention provide a substrate for the generation of nitric oxide; coupled with the antioxidant, the present compositions 
^ therefore serve to raise nitric oxide levels in a patient while minimizing peroxynilrite production. As a result vasorelaxation or 
® vasodilation is experienced without the tissue and cellular damage associated with other methods of NO generation. Methods for 
■Q beating a patient for illnesses in which vasoconstriction occurs or is a symptom are therefore also disclosed. The methods generally 
^ comprise administering a NO donor concurrently or sequentially with an antioxidant to die patient to be treated in an amount effective 
to induce the desired level of vasorelaxation. 



BNS0OCID: <WO _ 0217B96A3J_> 



r ERNATIONAL SEARCH REPORT 



No 



PCf/US 01/26983 



,. CLASSIFICATION OF SUBJECT MATTER , M . ,,. 

PC 7 A61K45/06 A61K38/04 A61K31/375 A61P9/08 //(A61K45/06, 
31 : 375 ) , ( A61K38/04 , 31 : 375 ) , ( A61K31/375 , 31 :22 ) , ( A61K31/375 , 31 : 195 ) 

According io i nier natk)f tai Palefii Ciassificalton (iPG) orio both national tiassiiieation and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 

PC 7 A61K 



Documentation searched other than minimum documentation to the extent that such documents ate included in the Hetds searched 



Electronic data base consulted during the international Beared (name ot data base and. where practical, search terms used) 

EPO-Internal ., PAJ, WPI Data, BIOSIS, CHEM ABS Data, EMBASE 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* Citation ot document, wdh Indication, where appropriate, ol the relevant passages 



WO 99 38507 A (D.6. LE COUTEUR, A.J. 
MCLEAN) 5 August 1999 (1999-08-05) 
claims 1,3-5,11,23-26,35-37 

WO 97 16983 A (THE BOARD OF TRUSTEES OF 
THE LELAND STANFORD JUNIOR UNIVERSITY) 
15 Hay 1997 (1997-05-15) 
claims 1-4,6 
page 16, line 12-20 

-/- 



Relevant to claim No. 



1,2,10, 
12,15-19 



1,2,4,5, 
12,16-18 



Further documents are Hsted in the continuation ot box C. 



|y | Patent tamiy members are listed in c 



* Special categories ot cited documents : 

"A* document defining the general state of the art which is not 

considered to be ot particular relevance 
*E* earfcer document bul published on or after the international 

filing date 

*L a document which may throw doubts on priortty da*n(s) or 
which is cited to establish the putofeation date of another 
citation or other special reason (as specified) 

■CT document referring to an oral disclosure, use. exhibtion or 
other means 

•p* document published prior to the international fifing date but 
later than the priority date ctakred 



•T* tater document pubftshed after the 

or priortty date and not in conflict with the application but 
ctted to understand the prmcipte or theory underlying the 
invention 

*X° document of particular relevance: the ctaftned invention 
cannot be considered novel or cannot be considered to 
involve an inventive step when the document is I 

*Y* document of particular relevance; the claimed invention 
cannot be considered to involve an inventive step when the 
document is combined with one or more other such docu- 
ments, such combination being obvious to a j 
in the art 

*&* document member of the same patent family 



Date ot the actual completion of the imemaUonal search 



15 May 2002 



Name and mailing address of the ISA 

European Patent Office. P.B. 5818 f 
NL - 2280 HV R|sw|k 
Tei (+31 -70) 34O-2040. Tx. 31 651 epo m. 
Fax (431-70) 340-3016 



Date of mailing ot the intemattonaJ search report 



22/05/2002 



Peeters, 0 



BNSOOCID: <WO_ 



Form PCT/JSA/210 (Mcond sheet) (July tB92) 



_021789eA3J_> 



page 1 of 2 



1 

» 


INTERNATIONAL SEARCH REPORT 


Into il Application No 

PCT/US 00/14239 


C. (Continuation) DOCUMENTS CONSIDERED TO BE RELEVANT 


Category* 


Citation of document, with indlcatton.where appropriate, of the relevant passages 


Relevant to claim No. 


X 


WO 98 47495 A (WIKLUND PETER ;ALVIN6 KJELL 
(SE); LUNDBERG JAN M (SE); LUNDBERG JO) 
29 October 1998 (1998-10-29) 
claims 1-5 




1-5,7-9, 

13-16, 

18-20 


X 


US 5 648 101 A (TAWASHI RASHAD) 
15 July 1997 (1997-07-15) 

column 9; examples 6,7 




1,2,5, 

7-10,12, 

13, 

16-22,34 



Form PCT/JSA/210 (oantinualion of •econd shsat) (.My 1962) 



page 2 of 2 

BNSOOCIO- <W O 01 89572A 1 _l_> 



INTERNATIONAL SEARCH REPORT 

xmation on patent family member* 



Into tal Application No 

PCT/US 00/14239 



| Patent document 
cited In search report 


Publication 1 
date 


Patent family 
members) 


Publication 
date 


j US 6103275 


A 


15-08-2000 


NONE 




1 WO 9847495 


A 


29-10-1998 


AU 6128398 A 


13-11-1998 


US 5648101 


A 


15-07-1997 


NONE 





form PCT/ISA«10 (patent bsmlV annex) tJuJy 1892) 



8NS0OCID: <WO 01B9572A1_L> 



(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(19) World Intellectual Property Organization 
International Bureau 

(43) International Publication Date 
7 March 2002 (07.03.2002) 




(10) International Publication Number 

PCT WO 02/17898 A2 



(51) International Patent Classification 7 : A61K 31/00 

(21) International Application Number: PCT/US0 1/26983 

(22) International Filing Date: 29 August 2001 (29.08.2001) 

English 



(25) Filing Language: 

(26) Publication Language: 

(30) Priority Data: 

09/653,887 



English 

1 September 2000 (01.09.2000) US 



(71) Applicant and 

(72) Inventor: SACKS, Meir, S. [US/US] ; 5446 Guarino Road, 
Pittsburgh, PA 15217 (US). 

(72) Inventor: VAN DYKE, Knox; 106 Morgan Drive, Mor- 
gantown, WV 26505 (US). 

(74) Agent: TOWNER, Alan, G.; Pietragallo, Bosick & Gor- 
don, One Oxford Centre, 38th Floor, 301 Grant Street, 
Pittsburgh, PA 15219 (US). 



(81) Designated States (national): AE, AG, AL, AM, AT, AU, 
AZ, BA, BB, BG, BR, BY, BZ, CA, CH, CN, CO, CR, CU, 
CZ, DE, DK, DM, DZ, EC, EE, ES, FI, GB, GD, GE, GH, 
GM, HR, HU, ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, 
LK, LR, LS, LT, LU, LV, MA, MD, MG, MK, MN, MW, 
MX, MZ, NO, NZ, PL, PT, RO, RU, SD, SE, SG, SI, SK, 
SL, TJ, TM, TR, TT, TZ, UA, UG, UZ, VN, YU, ZA, ZW. 

(84) Designated States (regional): ARIPO patent (GH, GM, 
KE, LS, MW, MZ, SD, SL, SZ, TZ, UG, ZW), Eurasian 
patent (AM, AZ, BY, KG, KZ, MD. RU, TJ, TM), European 
patent (AT, BE CH, CY, DE, DK, ES, FI, FR, GB, GR, IE, 
IT, LU, MC, NL, PT, SE, TR), OAPI patent (BF, BJ, CF, 
CG, CI, CM, GA, GN, GQ, GW, ML, MR, NE, SN, TD, 
TG). 

Published: 

— without international search report and to be republished 
upon receipt of that report 

For two-letter codes and other abbreviations, refer to the "Guid- 
ance Notes on Codes and Abbreviations'* appearing at the begin- 
ning of each regular issue of the PCT Gazette. 



EE (54) Title: COMPOSITIONS AND METHODS FOR INDUCING VASORELAXATION 



< 

00 
Os 
00 

o 




FTTC* 



Arg-Lyf B-Ala-lya* «y-Sar4.yr 



♦Significantly lower than control. P < 0.05 N - 6 



(57) Abstract: A composition comprising one or more nitric oxide donors and an antioxidant is disclosed. The nitric oxide donor 
of the present invention provide a substrate for the generation of nitric oxide; coupled with the antioxidant, the present compositions 
therefore serve to raise nitric oxide levels in a patient while minimizing peroxynitrite production. As a result, vasorelaxation or 
vasodilation is experienced without the tissue and cellular damage associated with other methods of NO generation. Methods for 
treating a patient for illnesses in which vasoconstriction occurs or is a symptom arc therefore also disclosed. The methods generally 
comprise administering a NO donor concurrently or sequentially with an antioxidant to the patient to be treated in an amount effective 
to induce the desired level of vasorelaxation. 



BNSOOC1D: <W O 0217896A2 I > 



WO 02/17898 PCT/US01/26983 

-1- 

COMPOSITIONS AND METHODS FOR INDUCING VASORELAXATION 

FIELD OF THE INVENTION 

The present invention relates to compositions comprising an antioxidant and a 
nitric oxide (NO) donor or producer. The compositions are useful in the treatment of diseases 
in which vasoconstriction occurs or is a symptom. Accordingly, methods for treating such 
diseases are also within the scope of the present invention. 

BACKGROUND INFORMATION 

The use of nitroglycerin and similar nitrate-type drugs in the treatment of 
cardiovascular disease is widespread. Nitroglycerin and other clinical nitrates convert into 
nitric oxide (NO) in vivo. Nitric oxide is a key vasodilator for coronary and other vessels 
such as those in the kidney; NO induced vasodilation can, among other things, relieve die 
pain of angina caused by insufficient perfusion of coronary vessels of the heart. 
Nitroglycerin is very fat soluble and can be given, for example, under the tongue, in a mouth 
spray or on a skin patch; it relieves the pain of angina very quickly because it gets into the 
blood stream and finds its way to the heart in seconds. When consecutive doses are given, 
however, the response diminishes quickly. This is because the stretching of the coronary 
vessels causes the endothelial cell production of superoxide (0 2 ") from oxygen. The 
superoxide chemically reacts with the nitric oxide (NO) from the nitrate drug and produces 
peroxynitrite (OONO)" ; this reaction diminishes the concentration of nitric oxide available for 
vasodilation of the coronary vessels. Methods of alleviating this tachyphylaxis have been 
proposed in which L-arginine is administered in conjunction with nitroglycerin. 

For example, U.S. Patent No. 5,543,430 reports a therapeutic mixture 
comprising L-arginine and a nitrate. Methods of using the mixture to treat a disease 
condition in a subject by vasodilation (vasorelaxation) are also disclosed. U.S. Patent No. 
5,767,160 discloses similar mixtures, and methods, using a biological equivalent of arginine 
instead of Lrarginine itself. Use of L-arginine and/or its biological equivalents in these 
applications, however, has significant drawbacks. Lrarginine has side effects, as do other 
nitrates, that can lead to major toxicity. It causes release of growth hormone which can lead 
to acromegaly, and is known to produce hyperkalemia in renal failure patients. Significantly, 
L-arginine and the various nitrates lead to the production of peroxynitrite, a strong oxidizer, 
which, among other things, causes tissue damage and damage to membrane lipids and DNA 
of cells. Peroxynitrite has 1000 times the oxidative activity as concentration-equivalent 
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amounts of hydrogen peroxide, and is therefore a potent oxidizer capable of causing 
significant damage in vivo. 

SUMMARY OF THE INVENTION 

The present invention relates to compositions comprising one or more nitric 
oxide (NO) donors and one or more antioxidants. NO donors include L-arginine, arginine 
derivatives, and nitrates. The present compositions are useful in the generation and 
maintenance of NO levels in vivo. NO is believed to function in the same manner as 
endothelium-derived relaxing factor (EDRP), which is known to cause vasodilation 
(vasorelaxation) of the blood vessels. The antioxidants according to the present invention 
deplete superoxide to minimize if not prevent formation of peroxynitrite, while destroying 
any peroxynitrite that does form. Thus, NO levels are raised or at least maintained, while 
peroxynitrite levels are decreased, if not eliminated. In this manner, vasorelaxation can be 
achieved without the tissue and cellular damage that accompanies peroxynitrite production. 

All of the arginine derivatives of the present invention produce more NO per 
mole of substrate than does L-arginine. Because these derivatives are more efficient 
precursors for NO production than L-arginine, in combination with supra or mega doses of 
antioxidant, they produce vasodilation without tachyphylaxisis and without producing the 
tissue damaged caused by peroxynitrite. This is significant because it allows for the 
avoidance or minimization of the toxicity associated with the use of L-arginine or nitrates, 
alone or in combination. 

The compositions can further comprise tetrahydrobiopterin (BH4), and/or 
hydralazine, both of which inhibit the formation of superoxide. As noted above, superoxide 
can react with NO to form toxic peroxynitrite. 

The present invention further relates to methods of inducing vasorelaxation in 
a patient comprising administering to the patient one or more NO donors and one or more 
antioxidants, such as by administration of the compositions of the present invention. The 
present methods overcome the tachyphylaxis and the production of peroxynitrite that often 
accompanies multiple administration of NO donors such as nitrates and L-arginine. This is in 
contrast to various art reported methods, in which NO is generated in sufficient quantity to 
alleviate tachyphylaxis but superoxide and the peroxynitrite that results are left to cause 
damage to tissues, membranes andDNA. Various illnesses, such as angina pectoris, in which 
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vasorelaxation is desired can be treated correctly according to the present methods without 
short or long-term toxicity. 

It is therefore an aspect of the invention to provide compositions that induce 
vasorelaxation while minimizing the level of peroxynitrite. 
5 Another aspect of the present invention is to provide such compositions for the 

study and treatment of diseases and disorders in which vasoconstriction or loss of 
vasodilation is a symptom. 

These and other aspects of the invention will be apparent based upon the 
following description and appended claims. 
10 BRIEF DESCRIPTION OF THE DRAWINGS 

Figure 1 shows the transporter-mediated uptake of FTTC-labeled arginine and 
peptides by alveolar macrophages (AM), determined according to the methods of Example 1, 
wherein the peptides are actively pumped into the cell. 

Figure 2 shows the effects of anti-pepTi antibodies on NO production, 
15 determined according to the methods of Example 3. 

Figure 3 shows the effects of membrane transporter inhibitors on NO 
production, determined according to the methods of Example 4. 

DFTATT FT) DESCRIPTION OF THE INVENTION 
20 The present invention is directed to compositions comprising one or more 

nitric oxide ("NO") donors. "NO donor(s)" or "NO producer(s)" is used herein to refer to 
arginine derivatives, L-arginine, and nitrates. 

The arginine derivatives used according to the present invention are superior 
sources of NO when compared to I^arginine itself. L-arginine is a common substrate for two 
25 major enzymes— arginase and nitric oxide synthase ("NOS"). Arginase converts L-arginine to 
L-ornithine and NOS converts L-arginine into citrulline and nitric oxide. There is 
competition, therefore, between the two enzyme systems for the L-arginine. The present 
arginine derivatives avoid or at least minimize this competition. As will be discussed below, 
many of the present arginine derivatives are not suitable substrates for arginase, but are 
30 suitable substrates for NOS; thus NO is generated while L-ornithine is not 

"Arginine derivative" is used herein to refer collectively to the following 
compounds: ^-hydroxy-L-arginine ("hydroxylated L-argmine"); esters of l^-hydroxy-L- 
arginine; amides of N°-hydroxy-L-arginine; di-, tri- or tetra peptides wherein the first amino 
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acid at the amino terminal end is L-arginine, lS^-hydroxy-L-arginine, L-homoarginine, N°- 
hydroxy-L-homoarginine or esters or amides of any of these amino acids; esters of 
arginine; amides of L-arginine; L-homoarginine, ^-hydroxy-L-homoargirrine or esters or 
amides of these amino acids; and D-arginine, hydroxylated D-arginine, or esters or amides of 

these amino acids. 

N°-hydroxy-L-argmine is the direct intermediate in the production of NO. 
More specifically, L-arginine is metabolized by NOS to an oxidized intermediate known as 
N°-hydroxy-L-arginine. N^hydroxy-L-arginine reacts with microsomal NOS and inducible 
NOS to produce NO far better than L-arginine alone. N°-hydroxy-I^arginine is the key 
substrate for the various NO synthases, but is not a substrate for arginase, therefore allowing 
for much greater NO production than L-arginine. The equilibrium constant (Km) for this 
amino acid is three times greater than L-arginine (6.6 \i Molar compared to 2.3 \l Molar). 
The maximum velocity at saturation (Vmax) with N-hydroxy-L-arginine as a substrate is 9.9 
uM x min 1 x Mg"\ as compared to that L-arginine, which is 54 uM x min" 1 x Mg" 1 . Thus, 
less hydroxylated l-arginine is needed to produce NO. N-hydroxy-L-arginine causes 
vasodilation (vasorelaxation) in a concentration dependent manner similar to l-arginine. The 
relaxation is inhibited by addition of inhibitors of NO biosynthesis. 

The peptides encompassed within the general description of "arginine 
derivatives" include di-, tri- and tetra- peptides wherein the amino terminal amino acid is L- 
arginine, hydroxylated L-arginine, L-homoarginine, N-hydroxy-L-homoarginine or ester or 
amide derivatives of any of these acids. The remaining acid or acids in the peptide are 
selected from any of the above acids (namely l-arginine or the listed derivatives), or any of 
the other 19 naturally occurring amino acids or derivatives thereof. Thus, while at least the 
amino terminal amino acid is l-arginine or a derivative thereof more than one of the amino 
acids can also be L-arginine or one of its derivatives. "Derivatives of L-arginine" in the 
present invention refers to hydroxylated L-arginine, L-homoarginine, hydroxylated L- 
homoarginine, and esters or amides of L-arginine, N°-hydroxy-L-arginine, L-homoarginine 
and N-hydroxy-L-homoarginine. Especially preferred peptides include arginine-lysine, 
arginine-glycine, and arginine-lysine-aspartic acid. I^arginine derivatives can be used in any 
of the current peptides in place of L-aginine; thus, for ease of reference "arginine-containing 
peptides" refers collectively to di-, tri- or tetra- peptides having at least one L-arginine or 
derivative of L-arginine. It is believed that peptides comprising hydroxylated L-arginine are 
even greater NO substrates than peptides comprising unhydroxylated L-arginine, although the 
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inventors do not wish to be bound by this. The arginine containing peptides may not produce 
L-arginine but can react directly with NO synthases. These peptides, as compared to free 
amino acids, are taken into ceiis by a specialized transporter known as the proton-coupled 
oligopeptide transporter. Selectivity of peptides exceeds selectivity of transport of 

5 individual amino acids. Thus, the present arginine-containing peptides are transported into 
cells without degradation and once internalized in a cell are superior substrates for NO 
synthases than is L-arginine itself . 

L-homoarginine and N-hydroxy-L-homoarginine are also within "arginine 
derivative" as that term is used herein. These compounds can alone represent the arginine 

10 derivative in the present compositions and methods, or can be within the peptides discussed 
above. L-homoarginine and N-hydroxy-L-homoarginine contain one extra methyl group (- 
CH 2 -) in the carbon chain of arginine. The advantage that the homoisomers of L-arginine 
have is that they are as good or nearly as good as l-arginine in reacting with NO synthases, 
but are not substrates of arginase. 

15 Also included within "arginine derivative" as that term is used herein are ester 

derivatives of the carboxyl end of L-arginine, hydrbxylated L-arginine, homoarginine, 
hydroxylated homoarginine, and the L-arginine or L-arginine derivatives in the arginine- 
containing peptides. For example, a reaction can occur at the carboxyl end of the amino acid 
with, for example, acid chlorides or anhydrides to form an ester at the carboxyl end These 

20 derivatizations render the amino acid or peptide "less charged" at the carboxyl end, since the 
COOH has been esterified. This allows transfer across cell membranes to occur more easily. 
N-acetyl derivatives, such as L-arginine-acetate, are preferred. 

Other derivatives include the amide derivatives of L-arginine, hydroxylated L- 
arginine, homoarginine, hydroxylated homoarginine, and the L-arginine or L-arginine 

25 derivatives in the arginine-containing peptides. Thus, derivitization can also be effected at 
the amino terminal of the present amino acids. 

The final type of "arginine derivative" used in the present invention is D- 
arginine. As will be appreciated by those skilled in the art, all amino acids occur in either 
"D" (dextrorotatory) or "L" Qevorotatory) form. The natural amino acids in the body are in 

30 the "L" form. Although the "D" form is not the preferred substrate for the NO synthases, it 
still reacts to produce NO in sufficient quantities to elicit a therapeutic benefit Hydroxylated 
D-arginine and esters or amide derivatives of D-arginine and hydroxylated D-arginine are 
within the present invention. 
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The arginine derivatives of the present invention are preferred substrates for 
the NO synthases (I, II and HI). They produce twice or three times the nitric oxide as the 
molar equivalent amount of L-arginine. Almost all of the derivatives can be commercially 
obtained, such as from Bachem in Switzerland or the United States. 

5 L-arginine, as noted above, is a naturally occurring amino acid. It is widely 

commercially available, such as from Sigma Chemical. 

Any substance that produces nitric oxide in solution can be used as the 
"nitrate" in the present composition, if desired. Preferred are nitrates, including but not 
limited to nitroglycerin, amyl nitrate, isoamyl nitrate, isorbide dinitrate, isorbide 5- 

10 mononitrate and erithrityl tetranitrate; nitroglycerin is most preferred. Nitroglycerin is widely 
commercially available in a variety of forms including oral, parenteral and dermal. Suitable 
nitroglycerin is listed in the Drug Handbook 6 th Ed. Other suitable compounds include 
sodium nitroprusside and nitrate esters. 

Preferably, the present compositions comprise, as the nitric oxide of donor, a 

15 combination of an arginine derivative and a nitrate. The preferable arginine derivatives are 
hydroxylated L-arginine and di-, tri- or tetra-peptides having l-arginine or hydroxylated L- 
arginine at the amino terminal. The preferred nitrate is nitroglycerin. 

The present compositions also comprise an antioxidant Any antioxidant that 
will deplete superoxide levels and/or break down peroxynitrite is within the scope of the 

20 present invention. The antioxidant should be in amounts sufficient to minimize peroxynitrite 
levels; such levels can be readily ascertained using cellular assays known to those skilled in 
the art. Typically, the antioxidant "will be used in what is regarded as a supratherapeutic 
amount, that is, amounts two times or greater the RDA value for antioxidants having an RDA 
value. A preferred antioxidant is ascorbic acid, also known as I^-ascorbate or Vitamin C, or 

25 its derivatives, such as ester C (the calcium salt of Vitamin C), dehydro-L-ascoibate C (an 

oxidized derivative of Vitamin C), ester C of dehydro-L-ascoibate (an oxidized derivative of 
ester C) and lipi dated derivatives such as ascorbic acid palmitate; these compounds are 
collectively referred to herein as Vitamin C derivatives or L-ascorbate derivatives. Vitamin 
C and its derivatives function as antioxidants, converting superoxide molecule to hydrogen 

30 peroxide and oxygen. Superoxide, as noted above, combines with NO to form peroxynitrite 
causing vascular and DNA damage. Supratherapeutic doses of antioxidants, such as Vitamin 
C or its derivatives, are therefore added to deplete superoxide and serve as an antioxidant 
against peroxynitrite. This stops the tachyphylaxis and the damage from peroxynitrite which 
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occurs with use of any of the medical nitrates or L-arginine. It will be understood that other 
antioxidants, or combinations of antioxidants, are within the scope of the present invention. 

The present compositions comprise enough nitric oxide donor or donors to 
effect a desired level of vasorelaxation in a patient; the composition can therefore have 

5 varying concentrations. Administration of the current nitric oxide donor or donors should be 
in accordance with established practices in the art. For example, Drug Handbook. 6 th Edition, 
provides dosages for various fonns of nitroglycerin; one skilled in the art could therefore 
determine the appropriate amount of nitric oxide donor or donors to administer to a patient to 
achieve the desired level of NO in that patient. The present compositions can therefore be 

10 formulated to contain an appropriate amount of nitric oxide donor or donors. Antioxidants 
should typically be present so as to result in administration of at least about 150 milligrams 
per day, and preferably range between 500 milligrams per day and 10,000 milligrams per 
day. 

The composition can further comprise tetrahydrobiopterin (BH4). BH4 is a 

15 cofactor in the biosynthesis of nitric oxide with NO synthases that converts I^arginine and 
hydroxyarginine to nitric oxide and citrulline. Tetrahydrobiopterin, if not present in proper 
amounts, causes the blood vessels to secrete excessive superoxide. If enough 
tetrahydrobiopterin is added, however, the reaction favors NO production. Typically, a range 
of doses from between about 10 and 500 milligrams of BHU may be added to the current 

20 compositions per dose of NO donor. 

The present compositions also optionally comprise hydralazine. Hydralazine 
inhibits the vascular enzyme nicotinamide adenine dinucleotide phosphate (NADP or 
NADPH) oxidase released upon vasodilation; NADP and NADPH oxidase produce 
superoxide anions, which in turn combine with NO to produce peroxynitrite. Inhibition of 

25 this reaction is therefore beneficial in maintaining levels and minimizing peroxynitrite levels. 
Hydralazine, if used, should be in an amount sufficient to inhibit NADP oxidase. Typically, 
this amount will be between about 25 mg and 100 mg, per dose of NO donor. 

A preferred composition is one comprising an arginine derivative in 
conjunction with nitroglycerin as the NO donor, and vitamin C, its derivatives, or 

30 combinations thereof as the antioxidant 

The present invention is further directed to a method of treating a patient for 
an illness comprising administering to the patient an effective amount of NO donor and an 
antioxidant The present methods have been found to reduce the tachyphylaxis associated 
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with introduction of nitroglycerin or other nitrates. More specifically, as discussed above, 
repeated dosage of nitrates results in reduced response to the drug. The present methods 
overcome this phenomenon. The NO donor provides a substrate for NO production, 
providing an agonist of NOS that stimulates conversion of the substrate into NO. The 
5 increased NO levels lead to vasorelaxation. The antioxidant minimizes, if not eliminates, 
peroxynitrite. 

"Treating" is intended to encompass both therapeutic and prophylactic 
treatment of any of the illnesses discussed below; for ease of reference "therapeutic benefit" 
is therefore used collectively to refer to a benefit that is either therapeutic or prophylactic. A 
10 number of therapeutic benefits can be achieved according to the present methods. For 

example, induction of vasorelaxation leads to blood pressure reduction as well as the pain 
associated with vasoconstriction. The antioxidant prevents or at least minimizes production 
of the toxic oxidant peroxynitrite. Reduction of the tachyphylaxis associated with nitrate 
tolerance is another therapeutic benefit, as is stimulation of NOS and minimization of 
15 superoxide production. 

Hie present methods are particularly useful for the treatment of: chronic 
stable angina; unstable angina; acute myocardial infarction; hibernating myocardium; stunned 
myocardium; limitation of ventricular remodeling in post myocardial infarction and 
subsequent risk of congestive heart failure; prophylaxis of recurrent myocardial infarction; 
20 prevention of sudden death following myocardial infarction; vasospastic angina; congestive 
heart failure-systolic; congestive heart failure-diastolic; microvascular angina; silent 
ischemia; reduction of ventricular ectopic activity, any or all of the states of ischemia 
myocardium associated with hypertensive heart disease and impaired coronary vasodilator 
reserve; control of blood pressure in the treatment of hypertensive crisis, perioperative 
25 hypertension, preaclampsia or aclampsia; uncomplicated essential hypertension and 
secondary hypertension; regression of left ventricular hypertrophy; prevention and or 
regression of epicardial coronary atheriosclerosis; prevention and/or amelioration of free 
radical mediated reperfusion injury; use in the prevention of myocardial injury during 
cardioplegic arrest during coronary bypass or other open heart surgery; post transplant 
30 cardiomyopathy; renovascular ischemia; cerebrovascular ischemia (transient ischemic attack 
(TIA) and stroke); and pulmonary hypertension. 

"Patient" is used herein to refer to members of the animal kingdom including 
but not limited to humans. Patients particularly suitable for treatment according to the 
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present methods include those who need NO, such as those who suffer from an illness in 
which vasoconstriction is a symptom. Typically, such patients will suffer from high blood 
pressure, that is a blood pressure of 95-180 mmHg in the systolic range and 55-115 mmHg in 
" the diastolic range. 

5 Effective amount" is used herein to refer to that amount of the present 

compositions needed to bring about the desired effect in a patient Most typically, an 
effective amount will be the amount that results in raising the NO concentration in vivo above 
basal levels, while minimizing peroxynitrite formation. For example, an effective amount 
can be that amount needed to induce vasorelaxation while minimizing levels of peroxynitrite; 
10 whether a suitable level of vasorelaxation has been achieved can be determined, for example, 
by monitoring the blood pressure of the patient An effective amount can also be that amount 
of the present compounds needed to reduce blood pressure in a patient, or that amount needed 
to treat tolerance to nitrates or other NOS agonists, while minimizing levels of peroxynitrite. 
The effective amount will vary depending on various factors including the patient to be 
15 treated, the illness being treated, the severity of the illness, the patient's reaction to the 

treatment, and the like. The determination as to what is an effective amount for each patient 
is within the skill of those practicing in the art, and can be guided by objective measurements 
such as blood pressure. An effective amount may be at least about 0.4 mg of NO donor per 
dose (with 5 doses per day being typical). An effective amount of antioxidant is that amount 
20 that will reduce levels of peroxynitrite, typically is at least about 150 mg per day. Any level 
of vasorelaxation and reduction of peroxynitrite levels is within the scope of the present 
invention and may be achieved using less than the t4 typicaT amounts listed herein. Similarly, 
the amount needed to cause the desired level of vasorelaxation in a particular patient may be 
much higher than the typical effective amount needed to elicit any response. 
25 The term "illness" is used herein to refer to any disease condition that would 

benefit from the presence of additional NO and/or the induction of vasorelaxation. Examples 
include, but are not limited to, hypertension, other diseases characterized by high blood 
pressure, hypertensive heart disease, coronary heart disease including stable, unstable, and 
microvascular angina, myocardial infarction, hibernating and stunned myocardium, 
30 cardiovascular disease including heart failure, stroke and peripheral vascular diseases, 

renovascular ischemia or hypertension, and congestive heart failure. Any of the conditions 
listed above in the discussion of therapeutic benefits are also within the scope of the current 
definition of illness. 
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As noted above, the present method comprises admiijistering to a patient a NO 
donor and an antioxidant It is within the scope of the invention to administer more than one 
NO donor, and more than one antioxidant, as those terms are described above. 
Administration of the one or more of each component can be either concurrent or sequential. 
5 Preferably, the components of the present compositions are contained in a 

pharmaceutical^ acceptable carrier. "Phaimaceutically acceptable carrier* * includes any and 
all solvents, dispersion media, coatings, antibacterial and antifungal agents, isotonic and 
absorption delaying agents, and the like. The use of such media and agents for 
pharmaceutical active substances is well known in the art Use of any of these media or 
10 agents is contemplated with the compositions of the present invention, absent compatibility 
problems with the active compound. Vehicles or carriers standardly used in the 
pharmaceutical arts for the administration of nitrates, amino acids, and their derivatives and 
antioxidants can be adapted for use in the present methods by one skilled in the art 

It is especially advantageous to formulate compositions in dosage unit form 
15 for ease of administration and uniformity of dosage. Dosage unit form as used herein refers 
to physically discrete units suited as unitary dosages for the patient to be treated, each unit 
containing a pre-determined quantity of the active ingredients or "effective amount" 
calculated to produce the desired therapeutic effectin association with the pharmaceutical 
earner. The specification for the dosage unit forms of the invention are dictated by and 
20 directly dependent on the characteristics of the active ingredients (i.e., the NO donor and 
antioxidant), the particular therapeutic effect to be achieved, and the limitations inherent in 
the art of compounding such active ingredients for the treatment of sensitivity in individuals. 

EXAMPLES 

The following examples are intended to illustrate the present invention and 
25 should not be construed as limiting the invention in any way. 

For all the examples fluorescein isothiocyanate (FTTC) labeled lysine (Lys)* 
and lysine peptides B ala-lys, L-arg-lys, gly-sar-lys were used for cellular uptake studies. 

L-arg-lys, L-arg-gly and L-arg-gly-asp were used as arginine containing 
peptides for transport and utilization studies. 
30 Lysine was used as a competitive inhibitor for CAT-2B (peptide transporter) 

mediated arginine or lysine uptake. Cephalexin and cephadrine were non-peptide substrates 
for the peptide transporter (PepT-1). 
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Antiserums AntiPepT-1, and AntiP455-469 were obtained commercially and 
used to assess the role of the peptide transport in alveolar macrophage production of nitric 
oxide (NO). 

AM were isolated using non calcium containing physiological buffer. Cell 
5 counts were done with a Coulter counter and sizer. 

AM were incubated with FTTC-substrate for two hours at 37° C. AM were 
washed and centrifuged three times and finally resuspended in fresh medium. The cell 
suspension was sonicated for several minutes and fluorescence measured with excitation at 
495 nm and emission at 5154 nm. 
10 Aveolar macrophages (AM) were cultured with 10% fetal bovine serum with 

or without substrate (200 micromolar) and or inhibitor (1 micromolar) at 37° C for two hours. 
AM conditioned medium was collected and NO measured by accumulated nitrite via the 
Griess reaction. The concentrations of substrate or inhibitor did not exert toxic effects as 
assessed by lactate dehydrogenase measurements. 

15 EXAMPLE 1 

This example demonstrates the presence of a peptide transporter in alveolar 
macrophages (AM) for small (2-4) peptide uptake. The example also demonstrates how 
arginine-containing peptides are utilized by AM in NO production, and the effect of 
lysophosphatidylchloine (LPC) on the transport and utilization of arginine alone versus 
20 arginine-containing peptides by AM. 10 \xM of FTTC, FTTC-labeled lysine, and peptides 

either with or without 100 jiM of lysine and cephradine were incubated with LPS-stimulated 
AM (106 cells) at 37° C for two hours. The peptides used were arg-lys, B ala-lys, andgly- 
sar-lys. 

Figure 1 demonstrates the presence of a peptide transporter in the plasma 
25 membrane of AM. Small peptides, here di- and tri- peptides, were internalized by AM 

without degradation. The presence of a peptide transporter in the plasma membrane of AM is 
different from the cationic amino acid transporter that mediates the uptake of arginine and 
lysine alone. 

EXAMPLE 2 

30 This example compares the utilization of L-arginine with arginine-containing 

peptides by LPS-stimulated AM in production of NO. 
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200 pM of arginine and argine-containing peptides were incubated with PS- 
stimulated AM for 24 hours. NO production was determined by measuring the accumulation 
of nitrite using the Greiss assay. 

Utilization of Arginine-Containing Peptide by LPS- 
Stimulated AM in NO Production 

Nitrite (uM) ~~ 
-LPS +LPS 



AM 1.83 ± 0.27 2.51 ± 0.35 

10 AM + Arg 2.08 ± 0.48 21.52 ±3.51 

AM + Arg-Lys 2.24 ± 1.38 39:27 ±5.06* 

AM + Arg-Gly 2.05 ± 0.36 41.93 ±3.62* 

AM + Arg-Gly-Asp 1.74 ± 1.02 38.42 ±2.08* 

15 * Significant difference from AM + Arg. P < 0.05 N = 6 

As is seen in the above table, NO production by LPS-stimulated AM when 
using an L-arginine-containing peptide far exceeded that when using arginine alone. 
Approximately twice as much NO was produced when using the arginine-containing peptides 
as a substrate. This demonstrates that arginine-containing peptides are far better substrates 

20 for NO production than L-arginine. 

EXAMPLE 3 

This example demonstrates the effects of anti-pepTl antibodies on NO 
production by LPS-stimulated AM. 200 pM of L-arginine and arginine-containing peptides 
either with or without antiserums were incubated at 37° C with LPS-stimulated AM for 24 
25 hours. The arginine-containing peptides were arg-lys, arg-gly, and arg-gly-asp. 

As is seen in Figure 2, the antibody against the peptide transporter blocked the 
transport of peptides only. It did little against the free amino acid arginine. This confirms 
that the peptide is transported by the peptide transport system and not the amino acid 
transport system. Therefore, the arginine transport is different than the arginine peptide 
30 transport 
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EX AMPLE 4 

This example demonstrates the effects of membrane transporter inhibitors on 
NO production by LPS-stimulated AM. 200 \M of arg-containing peptides either with or 
without inhibitors (1 \jM Lys and cephs, 5 pM LPC) were incubated with LPS-stimulated 

5 AM for 24 hours. The arginine-containing peptides were arg-lys, arg-gly, and arg-gly-asp. 

As is seen in Figure 3, the amino acid lysine competes with the amino acid 
arginine for the amino acid transport, but it does not compete with arginine peptide transport 
Conversely the antibiotics cephalexin and cephadrine, which use the peptide transporter to 
enter the cell, compete with the arginine peptides but do not compete with arginine transport, 

10 which uses the single amino acid transporter. This shows that the transport of peptides is 
different than that of single amino acids. 

EXAMPLES 

An 86 year old man with angina pectoris was taking approximately 0.4 
milligrams of nitroglycerin five times a day, as prescribed by his doctor. In addition to the 
15 nitroglycerin, the man began taking approximately 1,000 milligrams of L-arginine per day 

. and between 3,000 and 5,000 milligrams of L-ascorbic acid per day. Upon treatment with the 
L-arginine and L^ascorbic acid, the patient experienced a reduction in blood pressure, and a 
concurrent reduction in the severity and incidents of angina attack. 

Whereas particular embodiments of this invention have been described above 
20 for purposes of illustration, it will be evident to those skilled in the art that numerous 

variations of the details of the present invention may be made without departing from the 
invention as defined in the appended claims. 
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WHAT IS CLAIMED IS: 

1 . A composition comprising a nitric oxide donor and an antioxidant 

2. The composition of Claim 1, wherein said nitric oxide donor is one or 
more members selected from the group consisting of L-arginine, an arginine derivative and a 
nitrate. 

3. The composition of Claim 2, wherein said arginine derivative is N°- 
hydroxy-L-arginine. 

4. The composition of Claim 2, wherein said arginine derivative is a di, 
tri- or tetra peptide having an amino terminal member selected from the group consisting of 
L-arginine and a derivative of L-arginine. 

5. The composition of Claim 4, wherein said di- peptide is L-arginine- 
lysine or hydroxylated L-arginine-lysine. 

6. The composition of Claim 4, wherein said di- peptide is L-arginine- 
glycine or hydroxylated I^arginine-glycine. 

7. The composition of Claim 4, wherein said tri- peptide is L-arginine- 
glycine-aspartic acid or hydroxylated L-arginine-glycine-aspartic acid. 

8. The composition of Claim 2, wherein said arginine derivative is an 
ester derivative of L-arginine, an ester derivative of N°-hydroxy-L-arginine, an amide * 
derivative of L-arginine, an amide derivative of N^-hydroxy-L-arginine, L-homoarginine, 
N°-hydroxy-I^homoarginine, an ester derivative of L-homoarginine, an ester derivative of 
N°-hydroxy-L-homoarginine, an amide derivative of L-homoarginine or an amide derivative 
of l^-hydroxy-L-homoarginine. 

9. The composition of Claim 2, wherein said arginine derivative is D- 

arginine. 

10. The composition of Claim 2, wherein said nitrate is nitroglycerin. 

11. The composition of Claim 2, wherein said nitrate is selected from the 
group consisting of amyl nitrite, isorbide dinitrate, isorbide 5-mononitrate, eiithrityl 
tetranitrate, sodium nitroprusside, nitrate esters and isoamyl nitrite. 

12. The composition of Claim 1, wherein said antioxidant is vitamin C or 
derivatives thereof. 

13. The composition of Claim 12, wherein said nitric oxide donor is a 
combination of an arginine derivative and nitroglycerin. 

14. The composition of Claim 1 , further comprising tetrahydrobiopterin. 
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15. The composition of Claim 1, further comprising hydralazine. 

16. A method of treating a patient for an illness comprising administering 
to said patient an effective amount of: 

a) a nitric oxide donor, and 

b) an antioxidant. 

17. The method of Claim 16, wherein administration of a) and b) is 

sequential. 

18. The method of Claim 16, wherein administration of a) and b) is 

concurrent. 

19. The method of Claim 16, wherein said effective amount of nitric oxide 
donor is at least about 0.4 mg per dose. 

20. The method of Claim 16, wherein said nitric oxide donor is a 
combination of an arginine derivative and nitroglycerin and said antioxidant is vitamin C or 
derivatives thereof. 
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